1. Take a buffy coat preparation (50 ml) from a healthy donor. Dilute heparinized blood with an equal volume of 1x PBS at room temperature (RT) and put it down slowly over
Histopaque to obtain human peripheral blood mononuclear cells (PBMCS).
2. Add 20 ml of Histopaque (warmed to RT) to 50 ml conical tubes. Then slowly overlay 20 ml of the diluted blood mixture on top of the Histopaque. Centrifuge at 535 x g for 35 min
at room temperature with the brake off.
3. Carefully remove the lymphocyte interface (white ring between the media and Histopaque) with a sterilized serological pipette and transfer to a new 50 ml conical tube 4. Fill the tube with RT PBS to 50 ml and centrifuge at 470 x g for 7 min at room temperature with the brake on (acceleration: 5, deceleration: 5).
5. Put off the supernatant and re-suspend the cell pellet with 4 ml of Erylyse buffer and incubate at RT for 8 min.
6. Fill the tube with PBS to 50 ml and centrifuge at 470 x g for 7 min at RT with the brake on.
7. Resuspend the pellet in 10 ml of PBS, count with dead cell exclusion the PBMCs and centrifuge cell suspension at 470 x g for 10 min. 10. Centrifuge at 470 x g for 8 min at room temperature with the brake on and put off the supernatant;
11. Re-suspend at 5 x 10 6 cells in 3 ml complete medium supplemented with 100 ng/ml of GM-CSF and 50 ng/ml of IL-4 and then culture cells in 6-well plate. Incubate cells at 37 °C and 5% CO2 (the cytokines are dissolved in DNase/RNase free water and diluted in complete medium).
12. Day 3: Added 2 ml/well of fresh complete medium supplemented with 100 ng/ml of GM-CSF and 50 ng/ml IL-4. 
